In this study, we investigated whether CD161 +
Introduction

CD4
+ T cells that produce the pro-inflammatory cytokine IL-17 have been recognized as a T cell subset distinct from Th1 and Th2, termed Th17 cells [1, 2] . Some previous studies suggested that activation of Th17 cells may play a significant role in the development of allograft injury in organ transplantation [3] [4] [5] [6] [7] . In our previous study, we showed that increased Th17 infiltration in rejected allograft tissue was associated with more severe allograft rejection or adverse allograft outcome after the episode of rejection [8] [9] [10] . In addition, we found that levels of Th17 cells, especially IL-17-producing effector memory T cells, were increased in kidney transplant recipients (KTRs) with chronic allograft dysfunction compared with KTRs with stable allograft function with long-term follow-up [11] . Moreover, previous studies recognized that Th17 cell clones show specific expression of CD161, which is a C-type lectin-like receptor [12] . CD161 is a marker of human memory Th17 cells and CD4 + CD161
+ T cells can be differentiated into pathogenic Th17 cells, which exhibit inflammatory activity in various types of disease [13, 14] . In regard to the clinical significance, CD161 + T cells from the inflammatory infiltrate in psoriasis and inflammatory bowel disease were enriched for IL-17 producers. In addition, CD161 + T cells are also a predictive marker for acute graft-versus-host disease after hematopoietic stem cell transplantation [15] . All of these findings suggest that CD161 + T cells may share the characteristics of Th17 cells, and therefore this cell type may have a pathologic role in the development of immunologic disorders mediated by Th17 cells. However, in the field of kidney transplantation the significance of CD161 + T cells has been scarcely reported and their role has not been clearly demonstrated [16] . In this regard, the aim of this study was to investigate whether CD161 + T cells can reflect 
Materials and methods
Patients and clinical information
We examined the association between CD161 + CD4 + T cells and Th17 cells in an in vitro study using peripheral blood from healthy subjects (n = 3) for flow cytometry and microarray analysis and in an ex vivo study using peripheral blood from 39 KTRs with stable allograft function.
In an ex vivo study to compare CD4 + T cell subsets among clinical groups, peripheral blood mononuclear cell (PBMC) samples were chosen from the ARTKT-1 (assessment of immunologic risk and tolerance in kidney transplantation) study, a cross-sectional sample collection study of KTRs who received kidney allograft biopsy or who had long-term allograft survival (LTGS) with stable allograft function (MDRD eGFR ! 50 mL/min/1.73 m 2 ) over 10 years at five different transplant centers (Kyoung Hee University Hospital at Gangdong, Kyung Hee University Hospital, Kyungpook National University Hospital, Seoul St. Mary's Hospital of Catholic University of Korea) from August 2013 to July 2015. Among PBMC samples collected for the ARTKT-1 study, we selected a total of 86 samples from 18 patients with cAMR and 22 patients with interstitial fibrosis and tubular atrophy (IF/TA) on allograft biopsy with Banff classification assessed by a single pathologist [17] and 46 patients with LTGS for the present study.
All participants provided written informed consent in accordance with the Declaration of Helsinki. This study was approved by the local Institutional Review Board of Seoul St. Mary's Hospital (KC13TNMI0701) and registered in Clinical Research Information Service (KCT0001010).
Isolation and flow cytometric analysis of peripheral blood mononuclear cells
Peripheral blood was collected for analysis of immune cell profiles and processed as follows. PBMCs were prepared from heparinized blood by Ficoll-Hypaque (GE Healthcare, PA) density-gradient centrifugation. Cell cultures were performed as described previously [18] . In brief, the cell suspension was adjusted to a concentration of 10 6 cells/ mL in RPMI1640 medium supplemented with 10% fetal calf serum, 100 U/mL penicillin, 100 mg/mL streptomycin, and 2 mM L-glutamine. The cell suspension (1 ml) was dispensed into 24-well multiwell plates (Nunc, Roskilde, Denmark).
In vitro study
Isolated PBMC cells ( 5×10 5 ) from healthy individuals were incubated under appropriate conditions for 48 hours. To induce Th0 differentiation, PBMCs (5×10 5 ) were incubated for 48 hours with anti-CD3 (1 μg/mL) and anti-CD28 (1 μg/mL) antibodies (BD Biosciences, San Diego, CA, USA). To induce Th17 differentiation, PBMCs (5×10 5 ) were incubated for 48 hours with anti-CD3 (1 μg/mL) and anti-CD28 (1 μg/mL) antibodies (BD Biosciences), IL-1β (20 ng/mL) (R&D Systems, Inc. Minneapolis, MN, USA), IL-6 (20 ng/mL) (R&D Systems), IL-23 (20 ng/mL) (R&D Systems), and IFN-γ-neutralizing antibody (2 μg/mL) (R&D Systems), and IL-4-neutralizing antibody (2 μg/mL) (R&D Systems).
Flow cytometric analysis
For cytokine detection at the single-cell level, PBMCs were stimulated with 50 ng/mL phorbol myristate acetate (PMA) and 1 μg/mL ionomycin in the presence of GolgiStop (BD Biosciences) for 4 hours. For surface staining, cells were stained with combinations of mAbs to the following proteins: CD4-PE/Cy7 (RPA-T4, IgG1; BioLegend, San Diego, CA); CD161-APC (HP-EG10, IgG1; eBioscience, San Diego, CA, USA); CD45RA-FITC (HI100, IgG2b, κ; Pharmingen, San Diego, CA, USA). Staining for chemokine receptors was performed using anti-CCR7 (3D12, IgG2a, κ) mouse mAbs (Pharmingen). Cells were washed, fixed, permeabilized, and stained with mAbs to IL-17 (PE, eBio64dec17, IgG1,κ; eBioscience) to detect intracellular cytokines. Appropriate isotype controls were used for gate setting for cytokine expression. Cells were analyzed on a FACS Calibur flow cytometry system (BD Biosciences). Affymetrix Whole Transcript Expression array method. The Affymetrix Whole Transcript Expression array process was performed according to the manufacturer's protocol (GeneChip WT Pico Reagent Kit). cDNA was synthesized using the GeneChip WT Pico Amplification kit as described by the manufacturer. The sense cDNA was fragmented and biotin-labeled with TdT (terminal deoxynucleotidyl transferase) using the GeneChip WT Terminal labeling kit. Approximately 5.5 μg of labeled DNA target was hybridized to the Affymetrix GeneChip Human 2.0 ST Array at 45˚C for 16 hours. Hybridized arrays were washed and stained on a GeneChip Fluidics Station 450 and scanned on a GCS3000 Scanner (Affymetrix). Signal values were computed using the Affymetri1 GeneChip™ Command Console software.
Microarray analysis
Immunohistochemistry (IHC) for CD161 + cells in allograft tissue. Eight cases of allograft biopsy from the cAMR group and IF/TA group respectively were examined for CD161 + cell infiltration. Paraffin sections were immersed in three changes of xylene and hydrated using a graded series of alcohols. Antigen retrieval was routinely performed by immersing the sections in sodium citrate buffer (pH 6.0) in a microwave for 15 min. The sections were depleted of endogenous peroxidase activity by addition of methanolic hydrogen peroxide and were blocked with normal serum for 30 min. After overnight incubation with polyclonal antibodies against CD161 (Abcam, Cambridge, UK), the samples were incubated with the secondary antibodies, biotinylated with anti-IgG for 20 min, and incubated with a streptavidinperoxidase complex (Vector, Peterborough, UK) for 1 hour. After incubation with 3, 3-diaminobenzidine (Dako, Glostrup, Denmark) and counterstaining with hematoxylin, samples were photographed with an Olympus photomicroscope (Tokyo, Japan). Positivity for each IHC stain was examined in a blinded manner with respect to the clinical information. to the HRPTEpiC monolayers and the culture plates were incubated for 72 hours. On day 3, the harvested cells were examined for proliferation using a FACSCalibur flow cytometer (BD Biosciences). The culture supernatants were collected and stored at −80˚C until assayed. All cultures were set up in triplicate. The levels of cytokines IL-6 and IL-8 in the culture supernatants from HRPTEpiC were measured by sandwich ELISA (R&D Systems) according to the manufacturer's instructions. Absorbance at 405 nm was measured using an ELISA microplate reader (Molecular Devices).
Raw data preparation and statistical analysis
Statistical analysis was performed using SPSS software (version 16.0; SPSS Inc., Chicago, IL, USA). The comparison of values among groups was performed using one-way analysis of variance. For categorical variables, chi-square frequency analysis was used. The results are presented as mean ± standard deviation (SD). P values < 0.05 were considered significant. For microarray analysis, raw data were extracted automatically in the Affymetrix data extraction protocol using software provided by Affymetrix GeneChip1 Command Console1 Software (AGCC). After importing CEL files, the data were summarized and normalized with the robust multi-average (RMA) method implemented in Affymetrix1 Expression Console™ Software (EC). We exported the results with gene level RMA analysis and performed differentially expressed gene (DEG) analysis. Statistical significance of the expression data was determined using fold change and LPE test in which the null hypothesis was that no difference exists among groups. False discovery rate (FDR) was controlled by adjusting the P value using Benjamini-Hochberg algorithm. For a DEG set, hierarchical cluster analysis was performed using complete linkage and 
T cells
We performed microarray analysis on CD161 + T cells compared with CD161 -T cells from the same donors (n = 3) (Fig 2A) and identified 574 differentially expressed genes. Moreover, comparison of the leading-edge gene set (the core set of genes that account for this enrichment) from each T cell population distinguished a core of 330 upregulated (see S1 Table) and 244 downregulated (see S2 Table) genes that were commonly enriched in all CD161-expressing T cells and therefore define the CD161-associated transcriptional signature. Genes whose expression levels were higher than the assumed threshold (upregulated >1. Table 1 shows the baseline clinical characteristics of included patient populations. There was no significant difference in the mean age of patients between LTGS and IF/TA groups, but patients in the cAMR group were younger than those in the LTGS group. Post-transplant duration was longer in the LTGS group than other two groups, but did not differ between cAMR and IF/TA groups. Allograft function assessed by MDRD eGFR was best in the LTGS group followed by the IF/TA group, and was worst in the cAMR group (p<0.01). Hemoglobin level was significantly higher in the LTGS group than the other two groups (p<0.01), and did not differ between cAMR and IF/TA groups.
Comparison of the proportion of CD161 + T cells between chronic antibody-mediated rejection group and control groups
The amount of proteinuria was significantly higher in the cAMR group than the other two groups and did not differ between LTGS and IF/TA groups. No difference was found in the gender, donor type, and HLA mismatch number among the three groups. In analysis of the CD4 + T cell population and its subsets, the proportion of CD4 + T lymphocytes (Fig 3B) among total lymphocytes, and the proportion of central memory (Fig 3C) , naïve (Fig 3D) , and effector memory (Fig 3E) CD4 + T cells among total CD4 + T cells by gating did not differ among the three groups. In contrast, the proportion of CD161 + /CD4 + T cells was significantly higher in the cAMR group than the other two groups (p<0.01 for each) (Fig 3F) . In the Fig 4A) and IF/TA group (Fig 4B) . Positive CD161 staining was mostly found within 
The effect of CD161 + T cells on inflammatory cytokine production in cultured human renal proximal tubular epithelial cells
Co-culture of HRPTEpiC with isolated CD161 + T cells (1:10 ratio) significantly increased the production of IL-6 (8,462±185 pg/ml and IL-8 (2,809±98 pg/ml) compared to HRPTEpiC alone (IL-6, 4,477±194 pg/ml; IL-8, 1,057±28 pg/ml) ( Ã p<0.05, ÃÃ p<0.01 vs. HRPTEpiC alone) (Fig 5A and 5B) . Therefore, addition of CD161 + T cells increased the production of these inflammatory cytokines by HRPTEpiC. 
Discussion
In this study, we found that CD161 [19] and IL18R was one of the defining components of the leading edge gene set associated with CD161 expression. This receptor is composed of two subunits: IL18Ra and IL18RAP [20] . Il23R and RORC were reported to be TH17 lineage-specific genes [21] . Furthermore, Th17 cell plasticity is dependent on both STAT4 and Tbx21/T-bet, and it is important to determine the epigenetic profiles of genes such as Il12rb2 (whose expression is required for IL-12/Stat4 signaling) and Tbx21 [22] . Both T-bet and Eomes play direct roles in IFN-γ production and Th1 development, and T-bet plays a critical role in the choice between Th1 and Th17 development. [23] . Next, we examined whether CD161 + CD4 + T cells show clinical significance in kidney transplant recipients. We previously reported that an increase in Th17 cells was associated with the progression of chronic allograft dysfunction in kidney transplant recipients [11] . In that study, we defined the CAD group as KTRs who were at least 2 years post-KT and showed not only morphological evidence of the presence of IF/TA but also functional deterioration, usually defined as estimated glomerular filtration rate (eGFR) <40 mL/min/1.73 m 2 [11, 24, 25] . However, the most important limitation of that study was that the patient population was very heterogeneous and might not reflect cAMR, which is the most important cause of late allograft failure from non-specific IF/TA or chronic allograft nephropathy. Therefore, in this study we divided the patients into cAMR and IF/TA according to Banff classification [26] . As a control group, we included the LTGS group from multiple transplant centers; these patients were at least 10 years post-transplantation and showed MDRD eGFR > 50 mL/min/1.73 m 2 [27] .
We investigated the T cell phenotype in each group using multi-color FACS and compared the results. Interestingly, the most prominent finding was the significant increase in the proportion of CD161 + CD4 + T cells in the cAMR group compared with IF/TA or LTGS control groups. Previously, we reported that the uremic condition induced by renal dysfunction can be associated with activation of the Th17 pathway [28] . However, in comparison between the cAMR and CAD groups, CD161 + T cells were significantly increased in the cAMR group compared with the IF/TA group although renal function was similar between two groups. The above findings suggest that the immunologic process rather than renal dysfunction may be primarily involved in the increase in CD161 + CD4 + T cells in the cAMR group. In addition, we examined the naïve and memory T cells by staining peripheral blood T cells with antibodies to CD45RA and CCR7. The entire cohort of T naïve , T CM, and T EM cells did not show any difference between the CAD and LTS groups. T naïve cells usually represent the immune cell pool that can be recruited in active infectious conditions; in contrast, T EM cells represent actively differentiated immune cells [29, 30] . Hence, these results suggest that the immune cell pool and also non-specific activated T cells did not differ among these three groups. Previously, we showed that Th17 infiltration is associated with more severe allograft tissue injury and poor allograft outcomes [9, 10] . In addition, we also found that the Th17 pathway was activated in the chronic antibody-mediated rejection group [11] . Based on those findings and the significant correlation between CD161 + T cells and the Th17 pathway in this study, we thought that a significant portion of infiltrating cells in allograft tissue from cAMR would This study may have some limitations. For example, we did not perform allograft biopsy in the LTS group as in the previous study; therefore it is possible that chronic damage may exist in allograft tissue from patients in this group. However, considering the contrasting clinical status between LTGS and the other two groups we did not expect significant overlap among those groups, and even if chronic change is present in the allograft tissue of the LTGS group it is likely to be far less severe compared with the other groups. Second, as this study was performed as a cross-sectional design we did not show the impact of the CD161 
